Materials and methods
We used newly generated anti-CLECSF8 monoclonal antibodies (mAB) to assess receptor expression in the mouse by flow cytometry. The co-dependence of CLECSF8 and Mincle or Dectin-2 was investigated in a transfected fibroblast cell line and primary CLECSF8 -/cells.
Results
We selected mAB clone 3A4, which was able to recognise CLECSF8 by ELISA and western blot to analyse CLECSF8 expression in the mouse by flow cytometry. While CLECSF8 transcript was widely expressed, CLECSF8 protein expression was predominantly found on monocytes/ macrophages and neutrophils within e. g. the peritoneal cavity, blood and bone marrow. Notably, CLECSF8 was expressed only weakly in the lung, but strongly upregulated in a pulmonary Mycobacterium bovis BCG infection model. In vitro, CLECSF8 expression on thioglycollate elicited macrophages was strongly induced upon treatment with TLR agonists or microbial stimuli.
In agreement with previous reports, our data suggests that CLECSF8 associates with the signalling adaptor FcRγ. Interestingly, surface expression of CLECSF8 in a murine fibroblast cell line was greatly enhanced by cotransfection of Mincle, but not Dectin-2. Intriguingly, Mincle expression mirrored CLECSF8 expression in our in vitro stimulation experiments. Further analyses on wild-type and CLECSF8 -/primary macrophages in vitro, or cells harvested after intra-peritoneal and intra-tracheal instillation of BCG demonstrated a lack of Mincleupregulation in the absence of CLECSF8.
Conclusion
CLECSF8 is a predominantly monocyte/macrophage and neutrophil expressed receptor, showing significant interdependence with Mincle, but not Dectin-2.
